PACVE.03 Baculovirus
Transfer Vector

Paramwgg

Cat. No.: 20030 Quantity: 10ug  Storage: -20°C

This baculovirus transfer vector integrates the co-
expression of a vankyrin gene for increased protein
production, a honey bee melittin signal sequence for direct
secretion and an optional C-terminal 6xHis-tag for ease of
purification.

Description

pACVE.O03 is a baculovirus transfer vector designed for high
levels of recombinant gene expression under the control of the
Autographa californica nucleopolyhedro virus (AcMNPV)
polyhedrin promoter. pAcVE.O03 is derived from pUC57 and
contains the pUC origin of replication and the ampicillin
resistance gene for propagation and selection in bacteria.
pACVE.O03 is designed for the direct secretion of recombinant
proteins utilizing the honeybee melittin signal sequence
(Tessier et al., 1991). An optional C-terminal 6xHis-tag is
provided for ease of purification. Cloning into pAcVE.03
requires the DNA insert to be in frame with the honeybee
melittin signal sequence. Foreign genes may be cloned into the
multiple cloning site utilizing the following restriction sites:
Ncol; Sbfl; Xhol; BstZ171; Bglll; Sacll and Eagl. Increased
recombinant protein production over conventional baculovirus
transfer vectors is achieved by the co-expression of the gene of
interest with a vankyrin expression cassette (Fath-Goodin et
al., 2006). pAcVE.03 contains ORF 603 and ORF1629
sequences and allows recombination with the viral DNA for
insertion into the polyhedrin locus. The baculovirus transfer
vector is compatible with any baculovirus system that utilizes
homologous recombination in insect cells, including flashBAC
(Oxford  Expression  Technologies) and Bac-N-Blue
(Invitrogen).

Contents

The plasmid DNA is dissolved in TE buffer (10mM Tris-HCI,
1 mM EDTA pH7.5). pAcVE.03 baculovirus transfer vector is
provided at 10 pg in 50 pl.

Storage .
The transfer vector should be placed at -20 C for long- term
storage.

Handling

For expression of recombinant protein under the polyhedrin
promoter, the gene of interest should be ligated into an
appropriate restriction site in the multiple cloning site of the
pACVE.03 vector and should be in frame with the honey bee
melittin signal sequence and the C-terminal 6xHis-tag if
desired (see diagram and table). In that instance the stop codon
needs to be omitted. Transform the recombinant pAcVE.03
transfer vector in E. coli cells (DH5a, Topl0 or any other
suitable strain), propagate the cells under ampicillin selection
and purify the recombinant plasmid using standard plasmid
purification protocols.  For construction of recombinant
AcCMNPV perform a co-transfection of the purified
recombinant pAcVE.03 vector with linearized baculovirus
DNA suitable for homologous recombination in insect cells.

Restriction Enzymes Suitable for In-Frame Cloning

PACVE.03 | Ncol Sbfl | Xhol BstZ171 BglII Sacll Eagl |
Nceol * * * # #

Shfl * * - *

Xhol * * * * # *
BstZ171 *

Bglll ¥ * * ¥ * %
SacIl * * # # - *

Eagl - * # # * *

Unique Restriction Sites

Agel Alel AlwNI Apal Avrll BamHI BbvCl Bcll Bglll
BmgBl Bpll Bpml BpulOl BsaAl BsaBl BseRl BseYl
BstAPI BstXl Bstz171 Eagl Eco53kl EcoNIl EcoRlI
Hindlll Hpal Kpnl Nael Ncol Ndel NgoMIV Notl Nrul
Pcil Pfol PpuMI PspOMI Sacl Sacll Sapl Sbfl SgrAl
Smal SnaBIl Spel Sphl Stul Swal Xbal Xhol Xmal

Absent Restriction Sites

Ascl AsiSI Blpl Bmtl Bsiwl BspEl BspMI BssHII
BstEll Bsu36l Dralll Fsel FspAl Mscl Nhel PfIMI Pmel
Pmil PshAl Rsrll SanDI SexAl Sfil Tth111l Xcml

pPACVE.03 Vector Map and Multiple Cloning Site
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[— HBM secretion signal sequence

5% m ATG AAA TTC TTAGTC AAC GTT GCC CTT GTT TTTATG GTC GTG TAC ATT TCT

Multiple cloning site

|
TAC ATC TAT GCG CCT GGT CCATGG CCC TGC AGG CAA CTC GAG TTC GAA AGT ATA CAA AGA TCT
Ncol Shfl Xhol BstZ171 Bg"l
1 6x His 1
CAAGTA CCG CGG TCG AAG CGG CCG CTC TAT CTA GCT GCA CAT CAC CAT CAC CAT CACTAG...3"
Sacll Eagl




ParaTechs’ Related Products

I Product Name Catalog No. I

pACVE.O1 20010
pAcVE.02 20020
VE Insect Cell Line 01 10010
VE Insect Cell Line 02 10020
VE Insect Cell Line 03 10030

Contract service for recombinant virus construction is
available upon request. For further information on other
ParaTechs products contact our Technical Services at
info@paratechs.com or call (859) 317-9213. See also our
web-site at www.paratechs.com.
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This product is intended for research
purposes only.

CAUTION: Not intended for human or animal
diagnostic or therapeutic uses. Purchase does not
include or carry any right to resell or transfer this product
either as a stand-alone product or as a component of
another product. Any use of this product other than the

permitted use without the express written authorization of
ParaTechs Corporation is strictly prohibited.

LIMITED WARRANTY

ParaTechs warrants that, at the time of shipment, the Product will
conform to the specifications that accompany the Product. This
warranty limits ParaTechs liability to replacement of the Product.
PARATECHS MAKES NO OTHER WARRANTIES, EXPRESS
OR IMPLIED, WITH RESPECT TO THE PRODUCT;
INCLUDING ANY WARRANTIES OF MECHANTABILITY OR
FITNESS FOR ANY PARTICULAR PURPOSE OR THAT THE
PRODUCT DOES NOT INFRINGE ANY PROPRIETARY
RIGHTS OF ANY THIRD PARTY.

Product Use Limitation
The pAcVE.O3 baculovirus transfer vector (“Product”) was
developed in collaboration by scientists at ParaTechs and the
University of Kentucky Lexington for expression of recombinant
proteins. One patent owned by the University of Kentucky
Lexington covers components of the Product.

ParaTechs Corporation has an exclusive license to sell the Product to
scientists for academic research or one year commercial
evaluation only, under the terms described below. Use of the
Product for any Commercial Purpose (as defined below) other than
evaluation requires the user to obtain a commercial license as
detailed below. Before using the Product, please read the terms and
conditions set forth below. Your use of the Product shall constitute
acknowledgement and acceptance of these terms and conditions. If
you do not wish to use the Product pursuant to these terms and
conditions, please contact ParaTechs Technical Service Department
to return the unused and unopened Product for full credit.

ParaTechs grants the purchaser a non-exclusive license to use the
enclosed Product for academic research or for commercial evaluation
purposes only. The Product is being transferred to you in furtherance
of, and reliance on, such license. You may not use the Product, or the
materials contained therein, for any Commercial Purpose without a
license for such purpose from ParaTechs Corporation.

Commercial Purpose include any use of Product in a Commercial
Product, the manufacture of a Commercial Product, any resale of the
Product, any use (other than evaluation) of Product to facilitate or
advance research or development of a Commercial Product, and any
use (other than evaluation) of the Product to facilitate or advance any

research or development program the results of which will be applied
to the development of Commercial Products.

“Commercial Product” means any product intended for commercial
use.

Access to the Product must be limited solely to those officers,
employees and students of your entity who need access to perform
the aforementioned research or evaluation. Each such officer,
employee and student must be informed of these terms and
conditions and agree in writing, to be bound by same. You may not
distribute the Product to others. You may not transfer modified,
altered, or original material from the Product to a third party without
written notification to and written approval from ParaTechs.

Inquiries for commercial use should be directed to
agoodin@paratechs.com.

Patent information: United States Patent 7,629,160
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